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Abstract

Chicken monoclonal antibody (mAb), 8C3, which is reactive with a sporozoite antigen of Eimeria acer-
vulina, is a potential therapeutic agent against avian coccidiosis caused by FEimeria spp. However, pro-
duction of large amounts of 8C3 mAbD in cell culture system is labor intensive and not cost-effective.
Accordingly, recombinant single chain variable fragment (ScFv) antibody was constructed by amplification
of the Vi and V| genes from chicken hybridoma, 8C3 and when expressed in E. coli gave 5 mg I”'. The
expressed protein showed antigen binding activity equivalent to that of the parental mAb. In addition,
nucleotide sequence comparison of 8C3 gene to the germline chicken Vi genes suggested that the gene
conversion with V, pseudogenes might contribute to the diversification of Vi genes in chickens.

Introduction cells (Sasai et al. 1996). We have previously

developed several chicken hybridomas which

Avian coccidiosis, caused by intestinal parasites
belonging to the genus FEimeria, results in a sig-
nificant economic loss to the poultry industry
worldwide (Lillehoj & Lillehoj 2000). Although
anti-coccidial drugs have been effective, high costs
and the increasing emergence of drug resistant
parasites limit their use in the field (Chapman
1993). Currently, two immunological strategies
have been envisioned. The first strategy involves
the development of recombinant subunit vaccine
which engenders invasion-blocking antibodies
(Lawn & Rose 1982). The second strategy in-
volves passive immunization using antibodies that
actively block the invasion of parasites into host

secrete mAbs against FEimeria acervulina spor-
ozoites (Sasai et al. 1996). However major draw-
backs with using chicken mAbs are limited
amount of antibody and the genetic instability of
chicken hybridomas (Nishinaka et al. 1996). Re-
cently, recombinant antibody technology, origi-
nally developed for producing murine antibodies
in E. coli (Winter et al. 1994), was successfully
applied to produce chicken single chain variable
fragment (ScFv) antibodies (Yamanaka et al.
1996). In this study, we describe the antigen
binding characteristic of the recombinant chicken
ScFv antibody and its DNA sequence compari-
son to the germline chicken Vi gene for the



290

investigation of gene conversion mechanism in
chickens.

Materials and methods

Amplification and nucleotide sequence analysis
of variable region gene

Total RNA was extracted using TRIzol (Life
Technologies, Gaithersburg, MD) from chicken
hybridoma cell line, 8C3, whose secreted mAb
reacts with Eimeria acervulina antigen. cDNA was
synthesized from 5 ug total RNA with oligo-dT
primer using SuperScript II RNase H™ reverse
transcriptase (Life technologies) and used to
amplify Vg and Vi genes. PCR reaction was
performed as follows; 1 cycle of 4 min at 95 °C,
30 cycles of 30 s at 95 °C, 30 s at 55 °C, 1 min at
72 °C, with a final extension step of 7 min at
72 °C. Each variable region genes were amplified
using the oligonucleotides pairs; CKV B (VL re-
verse primer): 5-GCGCTGACTCAGCCGTCCT
CG-3" and CKVF (V. forward primer): 5-ACC
TCCACTGGGTTTACCGGAAGTAGAGCCTAG

GACGGTCAGGGTTGTCCCGGCCCCAAA-3
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for the variable region of light chain; CKVyB (Vy
reverse primer): 5-ACTTCCGGTAAACCCAGTG
AAGGTAAAGGTGCCGTGACGTTGGACGA
GTCCGGGGGCGGC-3 and CKVyF (Vg for-
ward primer): 5-GGAGGAGACGATGACTT
CGGT for the variable region of heavy chains.
Complementary sequences of linker are shown by
italics. The PCR products were separated on 1%
agarose gel and recovered using in QIAEX 1T gel
extraction kit (Qiagen). Purified PCR products
were cloned into pGEM-T vector (Promega).
Plasmid DNA was sequenced with an ABI 377
automatic sequencer using a big-dye terminator
cycles sequencing ready kit (PE Applied Biosys-
tem, USA). The sequences obtained were analyzed
by comparing with germline sequences of heavy
and light chains of CB strain (Reynaud et al. 1987,
1989).

Construction of ScFv genes

V1-Vg gene constructs with intervening 217 linkers
(Whitlow et al. 1994) were prepared by overlap-
extension PCR (Horton ez al. 1989) using 100 ng

each of purified Vi and Vg genes, and Tag DNA
polymerase (Promega) by 15 cycles for 1 min at

¥
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Fig. 1. Construction of ScFv, (A) PCR reactions are indicated by arrows with the primers identified next to them. Complementary
linker sequences are encoded as ‘add-on’ sequences in 3’ ends of Vi and 5’ ends of Vy; to ensure overlap extensions. (B) The PCR and
overlap extension products are resolved on an agarose gel and stained with ethidium bromide: lane 1, Vy; lane 2, Vi ; lane 3, ScFv;

lane 4, DNA size markers.



95 °C and 4 min at 75 °C and final extension for
10 min at 72 °C (Figure 1A). The PCR products
were amplified again using Vi BSfil (Sfil restriction
site is underlined): 5-GTCCTCGCAACTGC
GGCCCAGCCGGCCATGGCCGCG-3 and Vy
FNotl (Notl restriction site is underlined): 5'-
GGCCACCTTTGCGGCCGCGGAGGAGACG
ATGACTTCGGT-3. PCR was performed for 1
cycle for 4 min at 95 °C, 30 cycles for 1 min at
94 °C, 1 min at 50 °C and 2 min at 72 °C and final
extension for 7 min at 72 °C. Final amplified
products were digested with Sfil and Notl (Pro-
mega) and cloned into a previously characterized
ScFv expression vector derived from pUCI119 con-
taining a 5'-PelB leader sequence and 3’ hexahisti-
dine tag (Kim et al. 1994).

Expression of 8C3 ScFv antibody gene and
purification of its gene product

Plasmids containing ScFv genes were trans-
formed into competent E. coli BMH71-18 (Kim
et al. 1994). Bacteria were grown at 30 °C
overnight with constant agitation (180 rpm) in
TY broth (20 g tryptone, 20 g yeast extract, 10 g
NaCl per liter) (Difco) containing 100 pug ampi-
cillin mI™" (Sigma) and 1% (w/v) glucose, har-
vested by centrifugation at 2,500 x g for 10 min
at room temperature and washed once with TY
broth. The bacteria were resuspended in TY
broth containing 100 ug ampicillin ml™" and
I mMm isopropyl-$-D-thiogalactopyranoside and
induced for 5-6h at 25°C with shaking at
200 rpm. To purify recombinant ScFv antibod-
ies, bacteria were harvested by centrifugation at
4 °C and lysed in osmotic buffer (500 mm su-
crose, 0. mm EDTA, and 200 mm Tris/HCI,
pH 7.5). Cell debris was removed by centrifu-
gation at 12,000 x g for 30 min at 4 °C. The
supernatant was dialyzed against phosphate
buffered saline (PBS) and applied to Ni " -NTA-
agarose column (Peptron, Korea). Bound anti-
bodies were recovered by 250 mM immidazole.
Purified ScFv antibodies were resuspended in
sodium dodecyl sulfate-polyacrylamide gel elec-
trophoresis (SDS-PAGE) sample buffer (0.125 m
Tris/HCl, pH 6.8, 4% (v/v) SDS, 20% (v/v)
glycerol, 10% (v/v) 2-mercaptoethanol, 0.004%
Bromophenol Blue), heated at 94 °C for 5 min,
separated on 15% SDS-PAGE using a Mighty
Small II SE 260 electrophoresis apparatus
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(Amersham) and stained with 0.25% Coomassie
Blue in 10% acetic acid/50% methanol. The
expressed protein was quantitated by BCA pro-
tein assay (Pierce).

Preparation of Eimeria antigens

Eimeria acervulina sporozoites were prepared by
incubating sporulated oocysts in 0.125% (w/v)
trypsin and 1% (w/v) taurodeoxycholic acid in
Hanks’ balanced salt solution (all from Sigma), pH
7.6for 10 minat41 °Cina 5% (v/v) CO,incubator.
Sporozoites were harvested by centrifugation and
purified from cellular debris on diethylaminoethyl
cellulose columns (DES52; Whatman, Maidstone,
UK). Pelleted sporozoites in Dulbecco’s phosphate
buffered saline (PBS, Sigma) were disrupted by 6
freeze-thaw cycles, warmed to room temperature,
sonicated on ice in PBS (Misonix, Farmingdale,
NY) and stored at —20 °C until use.

Enzyme-linked immunosorbent assay (ELISA)

The reactivity of 8C3 ScFv to Eimeria acervulina
antigen was determined by ELISA using 96 well
plate (Nunc Maxisorp) that has been coated
overnight at 4 °C with a fixed amount (1.2 pug) or
various amounts of soluble Eimeria antigen (0.04—
4 ng) in PBS. The plates were washed 3 times with
PBS, pH 7.2 containing 0.1% Tween 20 (PBS-T)
and blocked with 200 ul PBS containing 2% (v/v)
skim milk (Gibco BRL) and 0.1% Triton X-100
(PBS-ST) for 1 h at 37 °C. After washing with
PBS-T, the plates were incubated for 1 h at room
temperature with various amounts (0.3—30 ug) or a
fixed amount (10 ug) of a recombinant ScFv in
200 pl of PBS-ST. Following washing 3 times with
PBS-T, 200 ul horseradish peroxidase-conjugated
polyhistidine monoclonal antibody (Sigma) di-
luted 1:2,000 (v/v) in PBS-ST was added to each
well and incubated for 1 h at room temperature.
Finally, the plates were washed 6 times with PBS-T
and developed for 30 min at room temperature
with ABTS (Sigma) and H,0,. The plates were
read at 405 nm using a microplate autoreader.

Results

Chicken Vi and Vy genes were amplified by PCR
from chicken hybridoma cell line 8C3 and used to
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Fig. 2. (a) Schematic outline of recombinant ScFv plasmid. (b) The recombinant ScFv plasmids were digested with Sfil and Norl and
resolved on 1% agarose gel and stained with ethidium bromide. DNA size markers are shown on the right. (¢c) The ScFv purified from E. coli
was resolved by SDS-PAGE under reducing conditions and stained with Coomassie Blue. The protein size markers are shown on the right.

assemble the ScFv gene construct for cloning into
a prokaryotic expression vector (Figure 1). The Vi
and Vy genes amplified were approximately 325
and 350 bp in length, respectively (Figure 1).
Because the final ScFv gene construct included an
intervening linker sequence, the final lengths of
ScFvs (750 bp) were longer than expected (Fig-
ure 1) (Yamanaka et al. 1996). The final V -Vy
ScFv  genes (GenBank accession number
AY744499) sequentially contained the following
gene segments: Lac Z-pel B leader-V-217 linker-
Vy-histidine6 tag (Figure 2a). The sizes of the
ScFv recombinants (750 bp) were confirmed by
Sfil and Notl enzyme digestion and gel electro-
phoresis (Figure 2b). The recombinant ScFv con-
struct was transformed into E. coli, induced with
IPTG, and the recombinant ScFv antibodies
purified by Ni"-NTA affinity chromatography.
Typically, 5 mg purified protein 1™' was obtained.
As shown in Figure 2, purified recombinant 8C3
ScFv showed apparent molecular weight of 33 kDa.

Nucleotide sequences of Vi and Vy genes were
determined and compared with the corresponding

germline sequences from the CB strains (Fig-
ure 3a, b). Framework (FR) and complementary
determining regions (CDRs) were also determined
according to Kabat sequences (Kabat et al. 1991).
In both Vi and Vy, the sequence differences
between the 8C3 and germline were predominantly
found in the CDRs as expected (Figure 3). For
example, the CDR3 of 8C3 in the VL genes contain
the insertion of 6 nucleotides (ATTTAT) and the
deletion of 3 nucleotides (AGC) (Figure 3b).
Because gene conversion from V; pseudogenes has
been hypothesized as a mechanism of generating
antibody diversity in chickens, we compared 8C3
Vi sequences with 25 pseudogenes of the CB strain
(Reynaud et al. 1987) and genes from other
chicken strains (Kondo ef al. 1993). The CDRI1
and CDR2 regions of the 8C3 Vi were derived
from the pseudogenes, W23 and W12, respectively.
Similarly, the CDR3 of 8C3 V| was derived from
the pseudogene W13 probably by a gene conver-
sion process (data not shown).

The antigen binding activity of the recombinant
8C3 ScFv antibodies was determined by ELISA.
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Fig. 3. Nucleotide sequences of Vy (a) and V| (b) genes of 8C3 ScFv. Germline sequences from the CB strain are shown at the top and
those from the 8C3 hybridoma cell lines below. Nucleotide identities to the germline sequences are shown by dashes (-). Nucleotide
deletions are indicated by a colon (:). Complementarity-determining regions (CDRs) and PCR primers are underlined in the germline
sequences. Regions to be filled with D segment in the germline heavy chain are shown by N. Nucleotides underlined in the 8C3 light

chain genes indicate possible gene conversion donor pseudogene sequences.

Soluble Eimeria antigen was immobilized on to
96-well plates and incubated with recombinant 8C3
antibody. Increasing the amount of ScFv antibody
from 0.3-30 ugresulted in the increased absorbance
values when 1.2 ug antigen was used (Figure 4a).
With increasing the amount of Eimeria antigen from
0.04—4 ug, the absorbance or antibody-antigen
binding also increased (Figure 4b). These ELISA
results indicated that the 8C3 ScFv antibody was
reactive with soluble antigen of E. acervulina spo-
rozoite in dose dependent manner.

Discussion

From chicken hybridoma cell line 8C3, we
constructed ScFv recombinant antibody, expressed
in E. coli, and tested its antigen binding activities.
Like the native chicken mAbs, the recombinant 8C3
ScFv antibody showed binding activity against
Eimeria antigen. The recombinant protein was

secreted at 5 mg 17! into culture medium indicating
that soluble, stable and functional chicken ScFv can
be produced in large volume. This suggests that the
recombinant antibody technology has advantages
over hybridoma technology which generally yields
low quantities of antibodies (<0.5 mg 1™"), gener-
ates genetically unstable hybridomas and is not
amenable to produce high antibody-titer ascites
(Nishinaka et al. 1996).

In most cases, ScFv antibody fragments have
been produced in E. coli as insoluble inclusion
bodies which are inactive unless they are solubilized
and refolded (Huston et al. 1988). Thus, secretion
of ScFv antibodies as soluble and bioactive anti-
bodies would greatly simplify the purification pro-
cedure with high yields (Glockshuber et al. 1990).
The order of Vi and Vi has been suggested to play a
role in increasing solubility (Anand ez al. 1991,
Whitlow et al. 1994). The recombinant 8C3 ScFv
antibody constructed as the V-Vy chain (L-H)
exhibited better secretion compared to the antibody
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Fig. 4. ELISA of 8C3 ScFv antibodies. Eimeria acervulina
sporozoite antigens were immobilized on to 96-well plates, after
which 8C3 ScFv antibodies were added to each of the wells.
BSA was used as a negative control. Binding was detected with
horseradish peroxidase-conjugated antibodies and ABTS solu-
tion. The plates were read at an absorbance of 405 nm. (a)
Varying antibody amounts from 0.3-30 ug or (b) varying
antigen amounts from 0.04—4 pug.

construct organized in the reverse (H-L) order (data
not shown). This could be due to the inclusion body
formation resulting from the positioning of Vy at
the NH,-terminal position of ScFv (Anand ef al.
1991). The molecular mechanism of generating the
antibody diversity in chickens has been shown to
involve gene conversion with variable region
pseudogenes acting as the sequence donors
(Reynaud et al. 1987, 1989). Our study may support
this notion when we compared the Vi of 8C3 with
the pseudogenes (Reynaud et al. 1987, Kondo et al.
1993). The CDR1, CDR2 and CDR3 of the 8C3 V_
genes were derived from WYV23, ¥YV12 and ¥YV13,
respectively.

Conclusion

The ability to generate unlimited amount of solu-
ble and functional recombinant ScFv antibodies
will facilitate the investigation of their potential
therapeutic value in passive immunotherapy
against avian coccidiosis.

Acknowledgements

This work was supported in part by a grant from
BioGreen 21 program, Rural Development
Administration, Republic of Korea and by a grant
from Changwon National University in 2003.

References

Anand NN, Mandal S, MacKenzie CR, Sadowska J, Sigurskjold
B, Young NM, Bundle DR, Narang SA (1991) Bacterial
expression and secretion of various single-chain Fv genes
encoding proteins specific for a Salmonella serotype B O-anti-
gen. J. Biol. Chem. 266: 21874-21879.

Chapman HD (1993) Resistance to anticoccidial drugs in fowl.
Parasitol. Today 9: 159-162.

Glockshuber R, Malia M, Pfitzinger I, Pluckthun A. (1990) A
comparison of strategies to stabilize immunoglobulin
Fv-fragments. Biochemistry 29: 1362-1367.

Horton RM, Hunt HD, Ho SN, Pullen JK, Pease LR (1989)
Engineering hybrid genes without the use of restriction
enzymes: gene splicing by overlap extension. Gene 77: 61-68.

Huston JS, Levinson D, Mudgett-hunter M, Tai MS, Novotny
J, Margolies MN, Ridge RJ, Bruccoleri RE, Harber E, Crea
R, Oppermann H (1988) Protein engineering of antibody
binding sites: recovery of specific activity in an anti-digoxin
single-chain Fv analogue produced in Escherichia coli. Proc.
Natl. Acad. Sci. USA 85: 5879-5883.

Kabat EA, Wu TT, Perry HM, Gottesman KS, Foeller C
(1991) Sequences of Proteins of Immunological Interest, Sth
edn. US Dept. Health and Human Services, NIH publica-
tion No. 91-3242.

Kim JK, Tsen MF, Ghetie V, Ward ES (1994) Identifying
amino acid residues that influence plasma clearance of
murine IgGl fragments by site-directed mutagenesis. Eur.
J. Immunol. 24: 542-548.

Kondo T, Arakawa H, Kitao H, Hirota Y, Yamagishi H (1993)
Signal joint of immunoglobulin V lambda 1-J lambda and
novel joints of chimeric V pseudogenes on extrachromo-
somal circular DNA from chicken bursa. Eur. J. Immunol.
23: 245-249.

Lawn AM, Rose ME (1982) Mucosal transport of Eimeria tenella
in the cecum of the chicken. J. Parasitol. 68: 1117-1123.

Lillehoj HS, Lillehoj EP (2000) Avian coccidiosis. A review of
acquired intestinal immunity and vaccination strategies.
Avian Dis. 44: 408-425.

Nishinaka S, Akiba H, Nakamura M, Suzuki K, Suzuki T,
Tsubokura K, Horiuchi H, Furusawa S, Matsuda H (1996)
Two chicken B cell lines resistant to ouabain for the



production of chicken monoclonal antibodies. J. Ver. Med.
Sci. 58: 1053-1056.

Reyanud CA, Anquez V, Grimal H, Weil JC (1987) A
hyperconversion mechanism generates the chicken light
chain preimmune repertoire. Cell 48: 379-388.

Reynaud CA, Dahan A, Anquez V, Weil JC (1989) Somatic
hyperconversion diversifies the single Vh gene of the chicken
with a high incidence in the D region. Cell 59: 171-183.

Sasai K, Lillehoj HS, Matsuda H, Wergin WP (1996) Charac-
terization of a chicken monoclonal antibody that recognizes
the apical complex of Eimeria acervulina sporozoites and

295

partially inhibits sporozoite invasion of CD8 * T lymphocytes
in vitro. J. Parasitol. 82: 82-87.

Whitlow M, Filpula D, Rollence ML, Feng SL, Wood JF (1994)
Multivalent Fvs: characterization of single-chain Fv oligomers
and preparation of a bispecific Fv. Protein Eng.7: 1017-1026.

Winter G, Griffiths AD, Hawkins RE, Hoogenboom HR (1994)
Making antibodies by phage display technology. Annu. Rev.
Immunol. 12: 433-455.

Yamanaka HI, Inoue T, Ikeda-Tanaka O (1996) Chicken
monoclonal antibody isolated by a phage display system.
J. Immunol. 157: 1156-1162.



